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CREATION OF EXPRESSION LIBRARY POOLS 



repare bacteria 

1) Strcaknum Mei0 61/P3 ont o LD/ICaiiaai^c L i (1^ ^g/mlj pfam 
?^***?lr^ *"^8«nts and everything- else ^ 

3) 5^^^ (15 Hg^yret (8 ng/ml) plates (15 cm). 'Mate 1 liter tbtaL 

S?f^J?°* W«^tropcwration) 
<WH20(500ml) . 

10% glycerol (500 ml) 
Pasteurpipets (long ones) 
lMMgC32., 
IMMgsCM 
1 MgJuetKe 
'♦^ rui in cola nx>m:" 

all the above sterilized smff except medium stuff 
electtopoiation cuvettes (0.2 cm gap) 
pipet tips (yellows;/blues?) 
also sign up centrifuges 



Bacteria 

Stert ovemi^t cultures of MC1061/P3 -fr^Tvw AA'&^'i(n^6 pfdi o-F ^^DU\JVh-9vr>.^liM- iJo 
Pick^amMhfms into 3 mis each of LB^-kW^v^^Oi O^y^U^ 

Get bacteria ready for electroporation ^. 

Clean up ligation lO-IJO O.HVh 

10) Add TEpH 8.0 to 50^11 /O-Z^ d. (o Ot ^cr^^cj^ 

11) Add 50 Hi PhenoVChloroform/Isoamly alcohol 
19^ yStn Pil.^^^^^^ top aqueous layer 

V^i^S^^P?^-«^°°^g^^^-yertobackexnact 

13) aS? ^P"' ^^^^ l^yer and add to previous aq. layer (total = lOO^il) 
5"i0^11XLPA / 

l£ul3MNaOAc^ 
ol5DWMllOO%ethanol 

14) Putat-S0«C30min ^-lO . nHv. ^ 9f)7» O^l} 

iS ^uT" "^"^ S"Pe ail&§rgon'^ comnletelv^ +^ » <^ 



i'<igc 3 



and resuspMd gendy wiS prp^t ^ ^ l*"")^ ^dd 5 ml sterile water 
J glycerol tt,^ * 

g Putdectiopoiatorchamberonice " :::^^mFV^f^^^^^&^ 

26) g'nnectpuIsewntioUcrtogeneWsa^r^^ • i -^^^^^i^^WS^^W^ 

27) S^'tT"^ ^ 
200 ohms , 
25 fiF 

2.5 kV . ,. , 

28) P^^--^gelsen^y (Falcon 2059 with Im^ J " ^ 
Electroporation ^ >^<5^: ^ •■•--^ - '■v^r. ■LX. 

ii) Quickly remove cuvette and add 1 ml SOP* rTc™ ^ • u " w. - 

ml round bottom and incubate shal^g a?S<'c1E ^^P^^^eur pipet and transfer td 15 
lil o^'^^fi^P'-^^^^ch electroporation Ifr^-Tf^ 

l:5ofhgati u a imx 
undiluted neg. control 



37) 



electro # 
I 




a' 



if 3 
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'VCJ^ of qAwm^ -ft) ciuci^ cW/i "ivuA, 
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3.0- 
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37 ^t^As (?-^5--5~.-V5) 



51? -51? m»x 




5.0 
I? - 
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Plasmid midiprep forcDNA library 



Dayl 
1. 
2. 



8 



5 . Dry pellet as much as possible. 

7 aS??^'?^£^?^ in 500 ice cold solution I by vigorous vorteW 
7 . Add 1 ml fresh solution H (0.2 N NaOH 1 % SDsf ^"™^g- 
for 100 ml: lml2NNaOH ' 

0.5ml20%SDS 

8.5 mis ddH20 

Ad^S^^n M?^ ''^^■.P'' Lea^e on ice 10 min. 

9 Centrifuge 15', 4°C, 9000 ipm. 

1?: fpT95S%m'5^'^"^^°^""^°^P^^-^^^^^^ Mixbyvonexing. 
12. Add 2 volumes, ethanol r.L, vortex, let stand 5' 
1 1 ?.P'"i^,^^-3'^ ^o^or for 15- 9,000 rpm. 

15. Quantitate by dilutions onto EtBr plate. ^^'^ i'C O.A^. 



Page 7 





Page 8 



DEAE dextran transfections of COS M6 cells 

materials: 

1. 35 mm dishes. 

2. DMEM widi 10% FBS 

I' SJ?"^"™^ ^'^ ™^ ^ PBS. sterile filtered) 
4. UNA. ' 



5. 
6. 

7. 
8. 
9. 



CMFPBS 

DEAE-dextran (10 mgAnl in CMF PBS 
DMSO (autoclaved)):- 

cPBS 
sterile tips 



method: 

day 0 (set up cells) 

Set COS M6 t:ells in 35^mm dishes at 300.000 cells/dish in 2 ml DMEM with 10% FBS 
day 1 (transfect) V ^ 

^' ^?^®^PP^o^ prepare for each dish add Cm order)- 

a) DNA-500ng/dish -- 

b) add CMF PBS to 190 ^1, voitex 

c) 10 |Jl of 10 mg^nl DEAE-dextran, vortex weD (7 seconds) 



;••>':■ 



lOmatel: . I 
CMFPBS DEAK-^ffYT ryn- p^/j^f* 




2. Rinse cells with 2 mis CMF PBS (37C). Aspirate PBS 

eve^^^'^^TsO^lif^? ""'^ ' ^^^"^ ^^^"^y- 30 minutes, distributing liquid 

5 At1iTi2^J^^°^^PS + 80 jiMchloroquine and incubate 37C 

i- ^s°oir^ro^;sS2"rSs^?^^^^^ 

7. Refeed with 2 ml wann DMEM 10% FBS/dish. Incubate overnight. 
Day 2 

^^^Refeed cells with 2 ml DMEM 10% FBS + 1 mM Nabutyiate pH 7.3. 

Refeed cells with 0.75 ml DMEM 1 0% FBS + 1 mM Nabutyrate pH 7.3 ^ 3 ^ig/ml Dil-AcLDL for 5 h.. 
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Plasmid midiprep for cDNA library 
Day 1 

- "2™ plate with 2 mis LB. Transfer to Falcon 2059 15 ml tube on ice 

t ^ojjer 2 mis LB to plate and scrape again. 
3. SpmmSS-34,9000ipm.2min4C 
5 . Dry pellet as much as possible. 

7 aS^"*,^ ^ ?^ ^^^'^ ^'l"^"" I by vigorous vortexing 
7. Add0.6mIfreshsolutionn(0.2NNaOH, 1%SDS) 
for 100 ml: lml2NNaOH 
0^ml20%SDS 
8 J mis ddH20 

irl.fn",teS;5'S-£?".°'™"i- l-^ve on ice 10 min 
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Centrifupe 1 5' d^c onnn - 



9. Centrifuge 15', 4°C, 9000 rpm. 
1?: fpTIS^m.'^5^''^"''"°^""^^(^-2-^)°fphenoI:cW^^ Mix by vortexing. 

5.P"*i^SS-34 rotor for 15' 9,000 ipm. ^ ^ 

e^L^.°S^^&^'^)»<'*-o,,ceincoId70%E^R A.pi«a again geoing a„, 

?SSp^r''^-*-'^^f^'"'^">«- Incuba.37C.2hr. 

Q^i^^nntRte by dflutionj onto EtPrplotc , 
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DEAE dextran transfections bf COS M6 cells 



"nethod: 

uay 0 (set up cells) 

Set COS M6 cells in 35 nun dishes at 3()0,0{)0 cells/dish in 2 ml DMEM with 10% FBS 

.tay 1 (traosfect) 

1 . Iq sterile eppendorfs prepare for each dish add (in order): 

a) DNA-500ng/dish 

b) add CMF PBS to 190 Hi, vortex 

c) 10 [sl of 10 mg/ml DEAE-dextran, vortex well (7 seconds) 



tube # plates 



CMF PBS 



lOmgM 
DEAE-dextran 



1 l.'gJ 



8 



10 

11 

12_ 

13 

14 

15 

16 

17 



JO. 



II 



l2l" 
22 



1 



J3 



_26 
27 



+ 

"7 



'Sk. 



— r- 



29 1 








?<7-- 




30 




J 











_31- 
_32 
33 
34. 



UK. 



S5 



-f 
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2. Rmsecelk with 2 mis CMF PBS (37C). Aspirate PBS 
evt^ 1^"^°" '"'^ ' ^^^"^ ^^^"^y- I"^"bate 30 minutes, distributing liquid 

4. Add2iniDMEM10%FBS + 80^MchIoroquineandincubate37C2Jhrs i^^n 
6 n?"^"'"^^'* ^P^^ with 1 ml 10% DMSO in DMEM m TOS for 2^' "^r^ 

6. Aspirate offand wash once with 2 mis cPBS ruo lor nun. 

7. Refeed with 2 ml warm DMEM 10% FBS/di^h. Incubate ovemighL 

Jay 2 

^^^Refeed cells with 2 ml DMEM 10% FBS + 1 mM Nabutyraie pH 73. 

Refeed cells with 0.75 ml DMEM 10% FBS f 1 mM Nabutyrate pH 7.3 + 3 jigAnl DO-AcLDL for 5 his. 

7 





J- 



L \ . 

O .^-f^ =- M . , . . T ■ ' 



=^ KH-h. I V M- 



5^ ^^^-^^^^J^i^J^m^ 
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Plasmid miniprep for cDNA library 
preps 



!i(X^i)C. 7-^1- rows A-r colKmi^s 1-1- 



Dayl '"^ mj'Ko-pUX>S 



200 m culture from each tube in a row or column of 7 and put into eppendorf. Store remainder at 
2. Spin at 12,000 xg for 30 sec in microfuge 

H' 5!™°^^ *'y,^"ation. leaving bacterial peUet as dry as possible 

A ■ aS"^,^'; ?^ ^'^"tion I by\igorousVJrt^W^ 

A. Add 200 fresh solution n (0.2 NNaOH,l% SDS) ""^""S- 
for2mL- 0.2ml2NNaOH 
0.1 ml 20% SDS 
1.7 mis ddH20 

/fi SS"^/ Leave on ice 10 min. 

fr^»??^^^^ A 

1 0. Add 2 volumes, edianol rx, vStex. let stand 2' at r.t 
i>pm 5, 4°C max speed in miaofiige. 

S^Sis'^;i^"t&''^^"'''^°"=''"""™*^0^ Aspin^eagatageoingany 
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) DEAE dextran fransfections of COS M6 cells 

materials: 

1. 35 mm dishes 

2. DMEM with 10% FBS 

3. ^woquine (40 mM in CMF PBS. sterile filtered) 



5. 
6. 

7. 
8. 
9. 



CMF PBS 

DEAE-dextran (10 mgAnl in CMF PBS 
DMSO (autoclaved)) 
cPBS 
sterile tips 



method: 

day 0 (set up cells) (^-unfii ^ 

Set COS M6 cells irU5W, dishes at 300.000 cells/d^in 2 ml D^^ 
day 1 (transfect) 

^* 5 1^^PP^^°rfs prepare for each dish add 
a) DNA - 500 ng/dish 

f?"^ F^/^^ 190 m. vortex - 
c> xo |u Ox 10 mgAnl DEAE-dextran. vouex weU (7 seconds) 




2. Rinse cells with 2 mis CMF PBS (37C) AsoiratePR*? 

evlt^^°" ' evenly, ^cubate 30 minutes, distributing liquid 

5' ''^i^TH t ^0 ^ ^hloroquine and incubate 37C 2 5 hfs 

: aSS ol^?w"ShrnSP:?S 2t!;c?Br ^^^^ ^ ^MEM ^O^F^S for 2.5 min. 
/. Refeed with 2 ml wann DMEM 10% FBS/dish. Incubate overnight. 
Day 2 

^^^Refeed cells with 2 ml DMEM 10% FBS -f 1 mM Nabutyrate pH 7 3 

Reread cells with 0.75 ml DMEM 1 0% FBS . 1 mM Nabutyrate pH 7.3 . 3 pg/ml DH-AcLDL for 5 hrs 
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DEAE dextran transfections of COS M6 cells 

materials: 

mm didies 
\ K ^DMEM with 10% FBS 
3. C^roquine (40 mM in CMF PBS, sterile filtered) 



5. 


CMF PBS 




6. 


DEAE-dextran (10 


mg/mlinCMFPBS 






(autoclaved)) 


7. 


DMSO 




8.- 


cPBS 




9. 


sterile tips 





-lay 0 (set up cells) b'\AMK 

Set COS M6 cells in J5lnm dishes at 300,000 cells/dish in 2 ml DMEM with 10% FBS 

day I (transfect) ^ kjfiju'^ odiU uMM^HJC-^-hv )^ (u-^ ^^^^!:!::^ ^^^^t^ HL. 
1. In sterile eppendorfs prepare for each dki add (in ofder): u-se, L^^^Tc,T'^L,. Jl^^^ 

a) DNA-500ng/dish -^4^, c.^vova>^ 

b) addCMFPBStol90nl,voitex UyvC-\ wvdu-^ ■ 

c) 10 Hi of 10 trig/mi DEAE-dextran, vortex well (7 seconds) 

lOmg/ml (jt_ 

?PBS ORAF-^lfYrran '^^^^-^ 



tube # plates 



1 fej-^.M-. 

'2 ■ f 5- 

6" 
7 
8 



CMF PBS 



DEAE-dextran . 



L30. 



nZ 



10_ 

11 

12_ 

13 

14_ 

15_ 

16_ 

17_ 

18 



2. Rinse cells with 2 mis CMF PBS (37C). Aspirate PBS. 

3. Add transfection cocktail from step 1 and distribute evenly. Incubate 30 minutes, distributing liquid 
every 10 min. 

4. Add 2 ml DMEM 10% FBS + 80 ^M chloroquine and incubate 37C 2.5 hrs." 

5. Aspirate off medium and replace with 1 ml 10% DMSO in DMEM 10% FBS for 2.5 min. 

6. Aspirate off and wash once with 2 mis cPBS. 

7. Refeed with 2 ml warm DMEM 10% FBS/dish. Incubate overnight. 

^ay2 

Refeed cells with 2 ml DMEM 10% FBS + 1 mM Nabutyrate pH 7.3. 
Day 3 — " 

Refeed cells with 0.75 ml DMEM 10% FBS + 1 mM Nabutyrate pH 7.3 + 3 pg/ml DU-AcLDL for 5 hrs. 



Ox-, 
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dill mx^'^^ ^ '-^ ^ 





